The RANKL/RANK/OPG pathway plays an important role in regulating bone remodeling and bone turnover. However, the association of the genes variants with the risk of ONFH has rarely been reported. Here, we analyzed the correlation of the 10 SNPs polymorphisms of RANKL, RANK, OPG, TRAF6, and NFATC1 genes with the risk and development of ONFH in 200 ONFH patients and 177 health controls of Chinese population with using Mass ARRAY® platform. The results showed that the recessive model of NFATC1rs9518 was significantly associated with increased ONFH risk (OR:8.223, P=0.048); the proportion of stage Ⅳ patients in the rs9518TC genotype carriers was statistically higher than that of stage Ⅲ patients (P=0.03); in the T-C haplotype carriers of Naftac1, the proportion of bilateral hips lesions was also significantly enhanced than that of unilateral hip lesions(P=0.05). In addition, the proportion of idiopathic ONFH in the TT genotype carriers of OPGrs2073617 was significantly higher than that of steroid or alcohol-induced ONFH, respectively, while in the TC genotype carriers of the SNP, the proportion of idiopathic ONFH remarkably decreased compared with that of Alcohol-induced ONFH, P=0.021. Our results were first found that NFATC1rs9518 closely associated with the risk and the development of ONFH, while OPGrs2073617 statistically correlated with the etiological classification of ONFH.
Introduction
Receptor activator of nuclear factor-kappa B ligand (RANKL), its receptor activator of nuclear factor-kappa B (RANK), decoy receptor osteoprotegerin (OPG), tumor necrosis factor receptor-associated factor 6 (TRAF6), and nuclear factor of activated T cells, cytoplasmic 1 (NFATC1) are five major proteins of the RANKL/RANK/OPG signaling pathway [1] . This pathway plays a crucial role in regulating bone remodeling, osteoclast differentiation, and a variety of pathologic conditions [2] . One emerging area of RANKL/RANK/OPG pathway exerts the critical effects on the osteogenic differentiation of bone marrow mesenchymal stem cells (BMSCs), and the key genes from the signaling pathway may be expressed, regulated, and functioned in the physiology and pathology of the osteogenic
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International Publisher differentiation of BMSCs [3] . Moreover, the RANKL/RANK/ OPG pathway may mediate important and complex links between osteoblasts and osteoclast as well as the abnormal transdifferentiation between osteogenesis and adipogenesis of BMSCs, which is thought to play a central role in the molecular mechanisms of osteonecrosis of the femoral head (ONFH) [4] .
Some results have been revealed that the gene variants in RANKL/ RANK/OPG signaling pathway not only associated with bone density, areal bone mineral density, and femoral neck compression strength index [5, 6] but also correlated with osteoporotic fractures, rheumatoid arthritis (RA). However, it has rarely been reported that the gene variants in the pathway associate with the risk of ONFH. ONFH is a disease related to intense pain and loss of joint function, unknown molecular pathogenesis, and its incidence has been increasing during last decade [7] . Although multiple gene variants have been proposed to be closely related to ONFH, no one genetic molecular mechanism has been identified as the etiology of the ONFH. In view of the important effects of the RANKL/RANK/OPG pathway on the regulation of transdifferentiation between osteogenesis and adipogenesis, we analysed the associations of 10 SNPs polymorphisms of RANKL, RANK, OPG, TRAF6, and NFATC1 genes with ONFH development in 200 ONFH patients and 177 health controls.
Materials and Methods

Subjects
A total of 200 unrelated patients with ONFH (132 males, 68 females; age: 53.46±11.48 yr) were consecutively enrolled at the Department of Orthopedics, the Second Clinical College of Jilin University, (Changchun, China) from March, 2014 to June, 2015 in the study. ONFH patients caused by direct trauma were excluded. The patients with ONFH concurrent with severe chronic diseases, such as cardiovascular diseases, congenital diseases, human immunodeficiency virus (HIV) infection, diabetes mellitus, renal dysfunction, and cancer were also excluded. ONFH were diagnosed by evidence of osteonecrosis using plain radiographs in Stages 2, 3, and 4 of the Ficat Classification system [8] . On the basic of the detailed inquiry of medical history and aetiological factors, ONFH patients were classified into one of the following subgroups: alcohol-induced (71 cases (39.7%), idiopathic (64 cases (34.0%), and steroid-induced osteonecrosis (47 cases (26.3%). Steroid-induced osteonecrosis was defined by a history of taking prednisolone cumulative 2000 mg or an equivalent over 21 days. Alcohol-induced osteonecrosis was defined by the consumption of more than 900 ml of pure ethanol per week. The course of ONFH ranged from 0.5 months to 360 months, with an average of 71.75 months, and the clinical stages of ONFH consisted of 10 cases of stage II (5.6%), 54 cases of stage III (30.2%) and 115 cases (64.2%) of stage IV.
The unilateral and bilateral hips lesions were 76 cases (42.5%) and 103cases (57.5%), respectively. There were 21cases of ONFH patients who failed to undergo the clinical stages, etiological classification duo to the defect of plain radiographs or unclear aetiological factors. Moreover, 177 unrelated health control subjects (112 males, 65 females; age: 50.73 ±11.02 yr) who were age-and sex-matched for the ONFH group were consecutively enrolled at the Health Examination Center of Second Clinical College of Jilin University, (Changchun, China) from October 2014 to December 2014. Health control subjects were defined in the following manner: they had no hip pain and their fasting blood glucose, triglyceride and total cholesterol levels in serum were in normal reference range, the abdominal ultrasound examination and chest X-ray radiography were normal, and they did not suffer from cardiocerebrovascular diseases. All of the 377 participants were Han Chinese from northeast China. The study was approved by the ethics committee of the Second Clinical College of Jilin University, Changchun, China, and conducted in accordance with the World Medical Association's 2008 Declaration of Helsinki. All participants provided written informed consent for their taking part in the study.
Genomic DNA extraction and SNP selection
Approximately 2mL of venous blood was collected from all of the participants after a minimum of 10 h fasting. Genomic DNA was extracted from whole blood samples using the genomic DNA extraction kit (DP318, TianGen, BeiJing, China) following the manufacturer's protocols.
DNA samples concentration and quality were detected spectrophotometrically at 260/280 nm and stored at −80°C. The HapMap database and related literature were used to select SNPs of the genes by analysing their population distribution in different countries, nationalities and regions, particularly in data obtained from an Asian population. The database: http://gvs.gs.washington.edu /GVS138/ was used to select SNPs. The search scope of the genes was from the upstream 2000bp to downstream 1000bp of RANKL, RANK, OPG, TRAF6, and NFATC1 gene, respectively, including the promoter, 3-UTR, 5-UTR, intron, and exon region. The 10SNPs from five genes, 
Statistical analysis
Shesis software (http://analysis.bio-x.cn/ SHEsisMain.htm) was used to analyse the Hardy-Weinberg equilibrium and haplotypes between the ONFH and control groups and the associations of haplotypes with the clinical phenotypes of ONFH. In addition, logistical regression analyses were performed to calculate the odds ratios (OR), 95% confidence intervals (CI), and corresponding p-values of each SNP controlling for age and sex as covariates. The genetic models of dominant, recessive, and codominant were considered and the genotypes were given codes of 0, 1, and 2; 0, 1, and 1; or 0, 0, and 1 in the codominant, dominant, and recessive models, respectively. SPSS10.0 software (X 2 test) was used to analyse the association of the genes polymorphisms with clinical phenotypes of ONFH. A P-value of <0.05 was considered statistically significant. 
Results
Genotypes and allele frequencies of 10 SNPs in the RANKL, RANK, OPG, TRAF6, and NFATC1 genes between ONFH and control groups
Call cluster plots genotyping 10 SNPs through Mass ARRAY® platform in 377 samples see Figure 1 . Genotypes and allele frequencies of the 10 SNPs are shown in Table 3 . χ 2 test analysis results revealed that although the CC genotype frequency of NFATC1 rs9518CC in ONFH group was a higher tendency than that of control group (4.0% vs 0.6%, P=0.057), the genotypes and allele frequencies of the 10 SNPs were no statistical significance between ONFH and control groups. However, logistical regression analysis showed that after the adjustment of age and gender factors etc, the recessive model of NFATC1rs9518 were significantly associated with increased ONFH risk, OR (95%CI):8.223(1.015~66.651), P=0.048.
The genotypes association of 10 SNPs in the RANKL, RANK, OPG, TRAF6, and NFATC1 genes with the clinical phenotypes of ONFH
Correlation analysis revealed that in the TT genotype carriers of OPGrs2073617, the proportion (49.2%) of idiopathic ONFH was significantly higher than those of Steroid-induced ONFH (29.8%)and Alcohol-induced ONFH (22.9%), respectively, while in the TC genotype carriers of the SNP, the proportion (36.1%) of idiopathic ONFH remarkably decreased compared with that (58.6%) of Alcohol-induced ONFH, P=0.021; in addition, the stage Ⅳ patients proportion of the TC genotype carriers revealed an increased tendency compared with the stage Ⅲ patients in spite of no statistical significance (P=0.066). However, in the TC genotype carriers of NFATC1rs9518, the proportion of the stage Ⅳ patients (29.6%) was statistically higher than that of the stage Ⅲ patients (14.8%), P=0.03, shown in Table 4 . 
haplotypes of C-C, C-G, T-C, and T-G between rs2073617(C/T) and rs2073618 (G/C) of OPG gene, the 6 haplotypes of G-C-C, G-G-T, T-C-C, T-G-C, T-G-T, and G-C-T among rs1054016(G/T), rs7984870(G/C), and rs9525641(T/C)of RANKL gene, the 4 haplotypes of C-A, C-C, T-C, and T-G between rs5030411(C/T) and rs5030416(C/A) of TRAF6 gene, and the 4 haplotypes of G-C, G-T, T-C, and T-T between rs754093(G/T)
and rs9518(C/T) of Naftac1 gene, respectively. The haplotypes frequencies were no statistical significance between the ONFH and control groups(data not shown) but correlation analysis between the haplotypes and clinical phenotypes of ONFH showed that in the T-C haplotype carriers of Naftac1 gene, the proportion of bilateral hips lesions (13.3%)was significantly increased compared with that (6.9%) of unilateral hip lesions, OR(95%CI): 2.063 (0.975~4.367), P=0.05; in the C-C haplotype carriers of TRAF6 gene, the proportion of bilateral hips lesions revealed higher tendency than that of unilateral hips lesions despite no statistical significance, OR(95%CI):1.821 (0.969~3.423), P=0.06, shown in Table 5 . The correlation analysis between the haplotypes and clinical stages of ONFH did not reveal statistical significance (data not shown).
Discussion
ONFH is a disorder caused by the interactions with complex genetic and environmental factors [9] . A series of genes polymorphisms have been showed to associate with ONFH risk [10, 11, 12] while the effects of genes polymorphisms in RANKL/RANK/OPG signaling pathway on the development of ONFH have been remained unclear. RANK/RANKL/OPG pathway plays an important role in the pathogenesis of RA and osteoporosis due to the crucial molecular pathway for coupling between osteoblasts and osteoclasts. It was early proved that there was the transdifferentiation disorder between osteogenesis and adipogenesis of BMSCs related to this pathway during the development of ONFH [13] . In order to explore the effects of genes polymorphisms in the RANK/RANKL/OPG pathway on the development of ONFH, we genotyped the 10SNPs of RANKL, RANK, OPG, TRAF6, and NFATC1 genes. Our results showed that the gene polymorphisms of NFATC1rs9518 significantly associated with the development of ONFH as well as the clinical phenotypes of ONFH. Table 5 . Association of SNPs haplotypes in the OPG, TRAF6, RANKL, and NFATC1 genes with unilateral or bilateral hip lesions of ONFH NFATC1gene is located in chromosome18q23 and its protein is a component of the nuclear factor of activated T cells DNA-binding transcription complex. NFATC1 play a central role in inducible gene transcription during immune response and as the master regulator of osteoclast differentiation, it is specifically induced by RANKL and dependent on both the TRAF6-NF-κB and c-Fos pathways [14] and exerts the essential and sufficient role in osteoclastogenesis [15] . In view of the key effects of NFATC1 on the regulation of steogenesis and osteoclastogenesis, its gene polymorphisms were more focused on the correlation with bone metabolism and bone disorders. A Genome-wide association study (GWAS) genotyping 4608 tagging and potentially functional SNPs in 383 bone metabolism candidate genes identified novel genetic variants of NFATC1 related to cortical volumetric bone mineral density (vBMD) in older men with the osteoporotic fractures [16] . Excessive osteoclast activity is a major pathological mechanism of metabolic bone disorders, such as osteopenia, RA, and osteoporosis while NFATC1 plays molecular switch roles in osteoclast pathway. It has previously been shown that embryonic stem cells with NFATC1 deficiency are not capable of differentiating into functional osteoclasts, and the retrovirus-mediated overexpression of NFATC1 induces normal osteoclast differentiation even in the absence of RANKL [15] .
Our results first revealed that the minor homozygote (CC) and the heterozygosis (TC) of NFATC1rs9518 were a genotype of ONFH risk and a risk genotype of the advanced hip lesion of ONFH, respectively. Moreover, the T-C haplotype of NFATC1rs754093(G/T)-rs9518(T/C) also involved in bilateral hips lesions of ONFH. These results indicate that NFATC1rs9518 may be a potential molecular target associated with the risk and the development of ONFH. The rs9518 (T/C) is located in 3'UTR region of NFATC1 gene. Generally, the SNPs in 3'UTR region may correlate with up-regulation and down-regulation of gene expression [17] . The NFATC1rs9518(T/C) polymorphisms might involve in abnormal gene expression and function during development of ONFH, and the detailed mechanisms remain to be further explored. In addition, our results also confirmed the association of OPGrs2073617 genotypes with the etiological classification of ONFH. Idiopathic ONFH often occurs in young and middle-aged patients, and most of the radiographically larger lesions progress to collapse, resulting in the rapid destruction of the hip joint [18] . Excess corticosteroid and alcohol abuse have been identified as environmental risk factors for the development of steroid-or alcohol-induced ONFH, respectively [19] , but the risk factors of idiopathic ONFH has been remained unclear.
A meta-analysis to assess the association of the 4b/a, G894T, and T786C polymorphisms of endothelial nitric oxide synthase with ONFH risk showed a significant correlation between allele a of the 4b/a polymorphism and idiopathic ONFH [20] . As chondrogenesis-specific transcription factor, collagen type II alpha-1 gene (COL2A1) mutations, including c.3508G > A, have been reported to be involved in idiopathic ONFH etiology [21] . OPG, as protein encoded by tumor necrosis factor superfamily11B (TNFRSF11B), is an osteoblast-secreted decoy receptor that functions as a negative regulator of bone resorption. OPG specifically binds to its ligand, OPG ligand, both of which are key extracellular regulators of osteoclast development. A study to evaluate the association of three polymorphisms in OPG gene promoter with the osteoporosis in RA demonstrated that the C allele of the C950T was associated with RA [22] . The C950T SNP is located in the promoter region, near the TGF-β response area and 129 bp upstream the TATA box [23] , therefore, the C950T polymorphism affected the gene expression of OPG [24] . The rs2073617analyzed by our study is located in 5'UTR region of OPG gene, and the SNPs in 5'UTR region usually affects gene expression or protein function. Therefore, the effects of rs2073617 polymorphisms on OPG gene expression or its protein function in the development of ONFH needs to be further investigated.
Except for NFATC1 and OPG genes, our results failed to show the significant association of 6 SNPs polymorphisms in the RANK, RANKL, and TRAT6 genes with the risk or clinical phenotypes of ONFH in spite of the proportion of bilateral hips lesions in the C-C haplotype carriers of TRAF6rs5030411(C/T) -rs5030416(C/A) was higher tendency than that of unilateral hips lesions. However, the polymorphisms of these genes have been proved to be associated with the bone erosion in the RA patients synovium at the site of bone resorption [25] . Therefore, it is necessary to further investigate the association of the genes polymorphisms with the development of ONFH in expanded samples.
The limitation of this study is that 200 ONFH patients and 177 health controls attribute to smaller sample system that may limit our statistical power to detect small differences between groups, especially for the subgroups analysis between the genotypes and clinical phenotypes. Thus, larger sample studies are necessary to further assess the variants distribution between ONFH and control groups. In addition, the correlation analysis between the SNPs polymorphisms and clinical phenotypes involve in the two-two comparison in multiple-test. Generally, multiple comparisons may increase false positive [26] . Considering this study only included in the two-two comparison among 3 genotype subgroups, instead of the adjustment of the significance threshold, we adopted the single factor variance analysis with the least significant difference (LSD) effectively to control the fairway-wise error rate. However, the effects of RANK/RANKL/OPG pathway genes variants on the risk and development of ONFH remains to be further explored on the basis of the adjustment of significance threshold.
In conclusion, we completed the analysis of the genotypes, allele frequencies, and hypotypes of the 10 SNPs in the RANKL, RANK, OPG, TRAF6, and NFATC1 genes and their associations with the risk and development of ONFH in 200 ONFH patients and 177 health controls, respectively. Our results were first found that the minor homozygote (CC) of NFATC1rs9518 was a higher risk genotype of ONFH, the heterozygosis (TC) of NFATC1 rs9518 was a risk genotype related to the advanced hip lesion of ONFH, and the T-C haplotype of Naftac1rs754093(G/T) -rs9518(T/C) might be a risk haplotype involved in bilateral hips lesions of ONFH while the genotypes of OPGrs2073617 closely associated with the etiological classification of ONFH. These results indicate that NFATC1rs9518 and OPGrs2073617 are potential molecular targets associated with the occurrence and the development of ONFH.
